The quantitative structure-activity relationship (QSAR) of sixty 2-phenylimidazopyridines derivatives with anti-Human African Trypanosomiasis (anti-HAT) activity has been studied by using the density functional theory (DFT) and statistical methods. Becke's three-parameter hybrid method and the Lee-Yang-Parr B3LYP functional employing 6e31G(d) basis set are used to calculate quantum chemical descriptors using Gaussian 03W software, and the five Lipinski's parameters were calculated using ChemOffice software.
Introduction
Human African Trypanosomiasis (HAT) or African sleeping sickness is one of the infectious diseases grouped under the term Neglected Tropical Diseases, which inflict a devastating effect on the health and economy of nearly 150 countries [1, 2, 3] . In Africa, the number of cases has dropped drastically; however, approximately 3,000 new infections of both East and West African Trypanosomiasis have been reported by the World Health Organization in 2015 [4] . HAT-affected 60 zones covering an area of about 8 million square kilometers between 14 north latitude and 20 south latitude [5] . Most cases of HAT are caused by the protozoans Trypanosoma brucei gambiense and Trypanosoma brucei rhodesiense, which are transmitted to humans through the bite of tsetse flies in rural areas of sub-Saharan Africa.
The disease has two stages: the initial stage is characterized by the spread of the parasite in the blood and the lymphatic system; and in the second stage, the parasite crosses the bloodÀbrain barrier (BBB) in which the parasites spread into the central nervous system [6, 7, 8] . Symptoms of this later stage include sleep disturbance, cognitive dysfunction, coma, and death.
Current treatment for the treatment of HAT includes suramin, pentamidine, melarsoprol, eflornithine, or a combination of nifurtimox and eflornithine (Chemical structures of existing anti-HAT medicines are shown in Fig. 1 ) [6, 9, 10, 11] . These existing medicines are insufficient, antiquated, toxic, prone to resistance, and require parenteral administration [12, 13, 14, 15, 16, 17] . A new drug, effective for late stage disease that is nontoxic and orally administered, is urgently needed.
In order to open a new way in anti-HAT drug research, a series of sixty 2-phenylimidazopyridine derivatives were synthesized and studied for their anti-HAT activities by Tatipaka et al. [18] to design a better analogue, with rich metabolic stability in liver microsomes, of substituted oxazolopyridine identified as an attractive lead due to good whole-cell activity on Trypanosoma brucei rhodesiense, no cytotoxicity on mammalian cell lines, acceptable exposure in the central nervous system, and satisfactory aqueous solubility.
The main focus of the present study is to develop a QSAR model able to correlate the structural features of the 2-phenylimidazopyridine derivatives with their anti-HAT activities.
In general, the QSAR models are based on the assumption that the activity of a certain chemical compound related to its structure through a certain mathematical algorithm. This relationship can be used in the prediction, interpretation, and assessment of new compounds with desired activities, reducing and rationalizing time, efforts, and cost of synthesis as well as new product development. The basic assumption to drive a QSAR model is presented in the form of a mathematical function associating the chemical properties to the effect (activity). Therefore, the effect is like the function "f" of the chemical properties "x": y ¼ (x). To find this algorithm, a number of chemical compounds with known values of the studied effect (y) are considered. For each chemical compound, myriad numbers of parameters (called as chemical descriptors) are calculated. Then, QSAR models are built that provides a quite accurate value, similar to the real experimental value. The final step is to check if the obtained QSAR models are able to predict the activity values for other chemicals not used to build up the model (external validation). Indeed, it is very important to generate a model which worked not only for the chemical substances used within the training set but also for other similar chemicals. Consequently, the challenge is to define the correct statistical properties of the model [19, 20] .
The significance and novelty of findings presented in this work are reflected from the fact that we have used quantum chemistry descriptors which describes electron proprieties of congeneric structures used in this study, and we have used the five Lipinski's descriptors to describes compounds could be potential orally administered drugs. The use of density functional theory (DFT) is justified for the reason that some comparative QSAR studies have shown that the descriptors calculated using the DFT method can improve the accuracy of the results and lead to more reliable QSARs [19] .
A flow chart for the development of the QSAR model along with the various validation methods used in this work is demonstrated in Fig. 2 .
Materials and method
2.1. Selection of dataset and generation of molecular descriptors
Data set
In this stage, the data set of the anti-HAT activities of sixty 2-phenylimidazopyridines derivatives were collected from the literature [18, 35] .
The molecular structures of the studied molecules with their activity are presented in Fig. 3 and Table 1 . All experimental activity values EC 50 (of compound required to inhibit growth by 50%) were converted to the negative logarithm of EC 50 (pEC 50 ¼ -log 10 (EC 50 )). 
Molecular descriptors
Electronic and Lipinski's parameters were calculated using Gaussian 03W and ChemOffice programs, respectively [21, 22] , to predict the correlation between these descriptors of the studied molecules with their anti-HAT activities and to develop linear model. Table 2 shows the used descriptors in this study.
Data set
In this stage, linear QSAR model was developed and evaluated to predict the studied activities of compounds. The descendent multiple linear regression (MLR) analysis available in XLSTAT software [23] , based on the elimination of aberrant descriptors (one by one) until a valid model (including the critical probability: p-value <0.05 for descriptors and for the model), was employed to find a linear model of the activity of interest, which takes the form below:
Where:
Y: the studied activity, which is, the dependent variable; a 0 : the intercept of the equation; xi: the molecular descriptors; a i : the coefficients of those descriptors.
This method is one of the most popular methods of QSAR due to its simplicity in operation, reproducibility and ability to allow easy interpretation of the features used. The important advantage of the linear regression analysis is its transparent nature, therefore, the algorithm is accessible and predictions can be made easily [20] .
In order to propose models and to evaluate quantitatively the physicochemical effects of the substituents on the studied activities, we submitted the data matrix constituted obviously from the used variables (descriptors) corresponding to the dataset molecules to a MLR. We use the coefficients R 2 , MSE and p-value to select the best regression performance [24] . Where:
1. The R-squared (R 2 ) also called the coefficient of determination, which is the proportion of variance (%) in the dependent variable that can be explained by the independent variable. Since R 2 value is adopted in various research disciplines, there is no standard guideline to determine the level of predictive acceptance. -If R-squared value R 2 > 0.7 this value is generally considered strong effect size.
2. The mean square error (MSE): measure the average squared difference between the predicted and experimental activities values.
The number of data points y pred i
: The predicted (calculated by the model) value for data point i. y obs i : The actual (observed) value for data point i. The MSE is always strictly positive, and a good model will be with MSE values closer to zero, i.e. the good model will be with minimize the sum of the squared difference between the true and estimated values [30] .
3. P-value: the significance level, which gives an indication of the probability that a QSAR is a significant occurrence. In order to assess the significance of the models and its accurate prediction ability for new compounds:
4. The variance inflation factor VIF [31] to detect the absence of the multicollinearity between descriptors was used; models with descriptors correlated with each other are not significant. The VIF was defined as 1/(1-R 2 ), where R is the coefficient of correlation between one descriptor and all other descriptors in model.
A VIF value greater than 5.0 indicates that the model is unstable; a value between 1.0 and 4.0 indicates that the model is acceptable [32] .
5. In addition, an internal validation procedure (leave-one-out cross validation) was employed, in which one compound is removed and the rebuilt model with the remaining molecules is used to predict the response of the eliminated compound. This one is then returned and a second is removed, and the cycle is repeated, and so on until all compounds have been removed one by one, and an overall correlation coefficient R cv is computed [33] . A model is considered acceptable when the value of R 2 cv exceeds 0.6 [27, 32] . 6. After the model is built, an external prediction is necessary. This one remains the only way to determine both the generalizability of QSAR model for new chemicals and the true predictive power of the models. In this external validation, the obtained model was used to predict the activities of a test set comprising compounds that are similar to though not used in the training set. This is usually performed by splitting a data set into a training set a test set, typically in a 1:5 ratio [34] . 7. A model is valid only within its training domain and new molecules must be considered as belonging to the domain before the model is applied (OECD Principle 3 [35] ). Without applicability domain (AD), each model can predict the activity of any compound, even with a completely different structure from those included in the study. Therefore, the AD is a tool to find out compounds that are outside of the built QSAR model and it detects outliers present in the training set compounds. There are several methods for defining the applicability domain (AD) of QSAR models [36] , but the most common one is determining the leverage values hi (hi ¼ x i t (X t X) À1 x i (i ¼ 1,2,.n)) for each compound, where:
x i : the descriptor row-vector of query compound, X: the n*(k-1) matrix of k model descriptor values for n training set compounds and the superscript t refers to the transpose of matrix/vector [37] . In this study, we use the Williams plot; in this plot, the applicability domain is established inside a squared area within standard deviation AE x (in this study x ¼ 2.5; "three sigma rule" [38] ) and a leverage threshold h* (h* ¼ 2.5*(kþ1)/n) [39] . Where: n is the number of training set compounds, k is the number of model descriptors. The leverage (h) greater than the warning leverage (h*) suggested that the compound was very influential on the model [40] .
8. Further, the y-randomization approach was performed to ensure the robustness of a predictive model. Often, it is used along with the cross-validation. It consists of repeating the calculation procedure with randomized activities and subsequent prob- 3. Results and discussions
Molecular descriptors
From the results of the density functional theory DFT (B3LYP/6-31G (d)) calculations, following quantum chemistry descriptors were obtained for building the model: total energy E, dipole moment m, highest occupied molecular orbital energy E HOMO and lowest unoccupied molecular orbital energy E LUMO .
The five Lipinski's parameters calculated are: molecular weight MW, number of Hbond acceptors NHA, number of H-bond donors NHD, number of rotatable bonds NRB and octanol/water partition coefficient log P (Table 2) .
Multiple linear regression (MLR)
The QSAR analysis was performed using calculated molecular descriptors and the experimental values of the anti-HAT activities for the forty-eight 2-phenylimidazopyridines derivatives (effect). The established MLR model is represented by the following equation along with the values of the statistical parameters:
The values of calculated activities from Eq. (1) have been presented in Table 3 and the correlations of calculated and observed activities values are illustrated in Fig. 4 .
The p-value is lower than 0.0001, it means that we would be taking a lower than 0.01% risk in assuming that the null hypothesis (no effect of the explanatory variables) is wrong D equation has statistically significance. Therefore, we can conclude with confidence that the selected variables do bring a significant amount of information. In the Eq. (1), the number of H-bond donors NHD, the lowest unoccupied molecular orbital energy E LUMO and the molecular weight MW influence positively the activities and the octanol/water partition coefficient log P influence negatively the activities.
By definition:
-Molecular weight MW is the sum of the masses of all the atoms in the molecular formula of the molecule. This descriptor has been used as a descriptor in systems such as transport studies where diffusion is the mode of operation. It is an important variable in QSAR studies pertaining to cross resistance of various drugs in multidrug resistant cell lines [43, 44] . For orally delivered drugs, the molecular weight must be less than or equal to 500 Daltons [45] .
-Partition coefficient octanol-water (Log P) is the ratio of concentrations of a substance in a mixture of two solvents, octanol and water. Both solvents are immiscible and therefore form two phases [46] .
The LogP is the most useful parameter for the characterization of hydrophobicity (and polarity) of compounds [47] . It is an important variable in QSAR studies because the distribution of chemicals between fatty and aqueous phases of a biological system could totally account for the variation in activities [48] . For orally delivered drugs, the partition coefficient octanol-water must be less than 5 [45] .
-The number of H-bond Donors NHD is a crucial descriptor in the description of diverse processes occurring in condensed media such as dissolving, partitioning, solubilisation, etc. Drug action and bioavailability critically depends on aqueous solubility, blood-tissue distribution, and specifically on hydrogen binding to receptor active sites and transport proteins [49] . For orally delivered drugs, the hydrogen bond donors must be less than 5 [45] .
-The lowest unoccupied molecular orbital energy, E LUMO : HOMO and LUMO refer to highest occupied molecular orbital and lowest unoccupied molecular orbital. According to the frontier orbital theory, the nucleophilic attack occurs by electron flow from the HOMO of the nucleophile into the LUMO of the electrophile. In stable molecules, occupied electrons always reside into orbitals with negative energies and unoccupied orbitals have positive energies. The energies of HOMO and LUMO are related to the reactivity of the molecule: molecules with electrons at accessible (near-zero) HOMO levels tend to be good nucleophiles because it does not cost much to donate these electrons toward making a new bond. Similarly, molecules with lower LUMO energies tend to be good electrophiles because it does not cost much to place an electron into such an orbital [50, 51] .
Comparing the importance of each descriptor on pEC 50 Consequently, if we want to increase the value of the activity, we will:
-Decrease the logP (with negative sign in the model) value, for which we must substitute the 2-phenylimidazopyridines derivatives for hydrophilic ("water-loving") substituents. This means that a substitution with a polar and ionic group (such as: -OH, -COOH, -NH 2 ) may lead to high activity values.
-Increase the E LUMO value, for which we suggests the substitution of the 2-phenylimidazopyridines derivatives with a stronger accepting electron ability group, positively charged or neutral species having vacant orbitals that are attracted to an electron rich centre (such as ROX, BH, -NO 2 ).
-Increase the NHD (with positive sign in the model) value, for which substituting the 2-phenylimidazopyridines derivatives by heteroatom attached to one or more hydrogen atoms.
-Increase the MW value, for which increasing the molecular size.
In the conclusion, these results illustrates that to increase the anti-HAT, we will increase the molecular size and substitute the 2-phenylimidazopyridines derivatives with polar, ionic, stronger accepting electron ability group and heteroatoms attached to one or more hydrogen atoms.
This study is in agreement with the conclusions of a previous QSAR studies [52] which revealed the importance the presence of five membered rings, especially the pyrrolidine ring, is beneficial for the HAT activity of the present series of molecules; and the interesting pattern of H-bond donor/acceptor nitrogen atoms in attaining various tautomeric forms, thereby, providing additional flexibility to the molecules to acquire bioactive tautomeric form(s) while interacting with the target receptor. Xternal Validation Plus indicates the absence of systematic errors in the model and a moderate performance of prediction quality of a QSAR model based on proposed MAE-based criteria (Table 5 ).
In the next step, all calculations were repeated with randomized activities of the training set compounds as well to evaluate model robustness (y-randomization test). In the present case, 100 random trials were run for the MLR model. None of the random trials could match the original model ( Table 6 ). The standalone QSAR-tools ("Programs") available online at http://dtclab.webs.com/softwaretools and http://teqip.jdvu.ac.in/QSAR_Tools/ ("Websites") was employed in the y-randomization.
The average value of R, R 2 and R 2 CV are 0.282, 0.087 and -0.155 respectively, the cRp 2 value equal a 0.557 (more than 0.5), and all the new QSAR models having significantly low R 2 and R 2 CV values for the 100 trials, which confirm that the developed QSAR models are robust.
The applicability domain (AD) of the MLR models was evaluated by leverage analysis expressed as Williams plot (Fig. 5) , in which the standardized residuals and the From the Fig. 5 , it is obvious that all the compounds have a standard deviation into the AEx interval (x ¼ 2.5) and there is two responses outliers both in training set and no response outside in test set. These outliers (compounds 23 and 25) have a higher leverage which is greater than h* value of 0.260. These erroneous predictions could probably be attributed to the structural of these outsides (Fig. 6) ; maybe the selected descriptors do not pay much attention to these substructures or their mechanism of action may be different. The predictions of these two compounds are extrapolations of the model, but fortunately they are all ''good leverage'' chemicals.
The results obtained by MLR are very sufficient to conclude the performance of the models. Consequently, we can design new compounds with improved values of activity than the studied compounds using this model.
Taking into account the above results, we added suitable substitutions and then we moved to calculate their activities using the proposed models Eq. (1). Therefore, the suggested model will reduce the time and cost of synthesis as well as the determination of the anti-HAT activity for the 2-phenylimidazopyridines derivatives.
According to the above discussions, the MLR model could be applied to other 2-phenylimidazopyridines derivatives accordingly to Table 1 and could add further knowledge in the improvement of new way in anti-HAT drug research. If we develop a new compound with better values than the existing ones, it may give rise to the development of more active compounds than those currently in use.
In this way, we carried out structural modification starting from compounds having the highest pEC 50 values as template (38, 41, 44, and 49) . The structures of the designed compounds and their parameter values calculated by the same methods, as well as the pEC 50 values theoretically predicted by the MLR model are listed in Table 7 . Table 7 . Values of descriptors, calculated anti-HAT activity pEC 50 and leverages (h) for the new designed compounds (derivatives of the skeleton (C) of the 
Conclusion
The results of the QSAR analysis suggest that derivatives of 2-phenylimidazopyridines with the following structural feature may exhibit great anti-HAT activity by increasing molecular size and substitute the 2-phenylimidazopyridines derivatives with polar, ionic, stronger accepting electron ability group and heteroatoms attached to one or more hydrogen atoms.
According to developed model, the most important findings of this research are that we have designed and suggest some new compounds with possible great activities.
Consequently, the proposed models can be used in anti-HAT drug research for the 2-phenylimidazopyridines derivatives. These results encourage the collaboration between theoretical researchers and pharmacologists, academic or industrial, because the last ones many times are groping new drugs.
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